Rates of pesticide use in Chinese agriculture are five times greater than the global average, leading to high exposure via the diet. Many are neurotoxic, making prenatal pesticide exposure a concern. Previous studies of prenatal exposure in China focused almost entirely on organochlorines.
Introduction
Globally, nearly five million tons of synthetic pesticides are applied agriculturally each year [1, 2] . China, one of the world's largest consumers of pesticides [1-3], applies over 300,000 tons to food crops annually, more than 2.5-to 5-fold higher than the global average per field unit [4] . Rates in Zhejiang province, where this study was conducted, are some of the highest in China, at nearly double the national rate [5] . Farmers are thought to overuse or improperly use pesticides in an attempt to improve crop yields, resulting in high residual levels at the time of harvest [3, 5] .
Due to prolific pesticide use in agriculture, the most common route of non-occupational exposure to pesticides is via consumption of contaminated food [5] . Additional related exposures may also occur via contaminated drinking water and spray drift, especially in rural, farming communities, or from the use of residential pesticides in the home or yard [5] . Organophosphate (OP) insecticides are the most heavily used agricultural pesticide in China, while pyrethroid (PYR) insecticides are the most commonly used pesticides in residential settings [3] .
Many pesticides, and particularly insecticides, act by disrupting signaling mechanisms in the central nervous system (CNS), thereby inhibiting neurological function. Because of their neurotoxic mode of action, pesticides have been implicated as possible contributors to the rise in neurodevelopmental disorders among children [6] . Infant and fetal brains are rapidly developing, making them vulnerable to the long-lasting effects of pesticide exposure, such as disruption of brain architecture or circuitry [7] . Pesticides are able to cross the placenta [8] , and fetuses tend to have lower levels of detoxifying enzymes [9] . Both characteristics are thought to increase fetal susceptibility.
Despite having the world's largest population coupled with the potential for high exposure, relatively little has been published about the levels of prenatal pesticide exposure in China. Five studies reported pesticide levels in umbilical cord blood [10] [11] [12] [13] [14] , while others examined maternal urinary metabolites during pregnancy [4, 15, 16] . Of the five cord blood studies, only one measured pesticides of varying classes (insecticides, herbicides, fungicides, and repellants) [11] ; all others focused solely on the organochlorine (OC) class of insecticides.
Our exposure assessment extends these studies by examining 96 pesticides and metabolites from a wide variety of classes, enabling us to begin to consider the real-world problem of multiple, concurrent pesticide exposures. The goals of this study were to characterize pesticide exposure among Chinese newborns and identify predictors of exposure. This work lays the foundation for future work examining prenatal pesticide exposure and infant neurodevelopment in our cohort.
Methods

Ethics Statement
Institutional review board approval was obtained from the ethics committees of the University of Michigan (HUM00010107) and Children's Hospital Zhejiang University. Signed, informed consent was obtained from parents.
Study Population
Pesticide analysis was performed for 336 infants from rural Fuyang county near Hangzhou, China in Zhejiang province. Pregnant women with healthy, uncomplicated, single pregnancies were recruited between 2008 and 2011 from Fuyang Maternal and Children's Hospital at 37-42 weeks gestation and consented to cord blood screening (n = 1187). Of these infants, a subset (n = 359) was then enrolled in a study of iron deficiency and infant neurodevelopment. The subset for neurodevelopmental assessment was selected based on cord blood iron status (low, marginal, normal) and parental consent for the developmental study. Of those, 237 had a sufficient volume of cord blood available for pesticide analysis. The remaining pesticide analysis samples (n = 99) were randomly selected from those with sufficient cord blood volume from the original cord blood screening cohort.
Pesticides
Following delivery, 20-30 mL of cord blood was collected and immediately transferred from Fuyang to Hangzhou on dry ice. Samples were then separated and stored at´80˝C at Children's Hospital Zhejiang University. Funding was obtained for the pesticide study in 2012. Plasma samples were transferred on dry ice to the Institute of Toxicology at Nanjing Medical University for pesticide analysis. Pesticides were chosen based on usage data, concerns of neurotoxicity, method compatibility, and pilot data. We analyzed 96 compounds (84 pesticides and 12 metabolites): 24 organophosphate (OP) insecticides, six OP metabolites, 12 pyrethroid (PYR) insecticides, one PYR metabolite, three carbamate (CARB) insecticides, five organochlorine (OC) insecticides, three OC metabolites, five miscellaneous insecticides of undetermined classes, 14 fungicides, two fungicide metabolites, 18 herbicides, and three "other-use" chemicals/synergists. The pesticide analysis protocol was modified from previously published methods [17, 18] . Eight hundred-microliter plasma samples were mixed with 800 µL saturated ammonium sulfate. After centrifugation, the supernatant was subjected to solid-phase extraction (SPE) for cleaning and pre-concentration. The sample was loaded onto a conditioned and equilibrated ProElut C18 SPE cartridge (200 mg/3 mL; 50/pk, Dikma, China). After cleaning, analytes were harvested by eluting with dichloromethane and n-hexane. The SPE eluate was concentrated and reconstituted into 10 µL toluene prior to analysis. The pesticides in serum were then separated with a Thermo Scientific TRACE GC Ultra gas chromatograph equipped with a column of TR-PESTICIDE II (30 m, 0.25 mm, 0.25 µm) and measured in timed-SRM mode with a triple quadrupole TSQ XLS mass spectrometer (QqQ, Thermo Fisher Scientific, Inc., Waltham, MA, USA). Limits of detection (LODs) were determined by analyzing fortified serum on a signal-to-noise (S/N) ratio of three. Quality control samples were generated using serum samples with 0.675 and 1.35 ng/mL pesticide standards. Quality control samples and blanks were analyzed in parallel with study samples in each batch.
Given the likelihood of multiple concurrent pesticide exposures, we created several composite exposure variables. As a preliminary step, we dichotomized exposure to each pesticide. Concentrations below the limit of detection (<LOD) were assigned a value of 0, and those ěLOD were assigned a value of 1. To assess overall pesticide exposure, we summed these dichotomous variables to create two indices of exposure for each infant: total number of pesticides detected and total number of pesticides detected not including metabolites. Because certain classes of pesticides may have similar modes of action and shared target sites within the body, we also created composites by class, summing the total number of exposures for each of the following: insecticides, non-persistent insecticides (no OCs), OPs, PYRs, fungicides, and herbicides ( Figure 1 ). Int. J. Environ. Res. Public Health 2016, 13, 94 After centrifugation, the supernatant was subjected to solid-phase extraction (SPE) for cleaning and pre-concentration. The sample was loaded onto a conditioned and equilibrated ProElut C18 SPE cartridge (200 mg/3 mL; 50/pk, Dikma, China). After cleaning, analytes were harvested by eluting with dichloromethane and n-hexane. The SPE eluate was concentrated and reconstituted into 10 µL toluene prior to analysis. The pesticides in serum were then separated with a Thermo Scientific TRACE GC Ultra gas chromatograph equipped with a column of TR-PESTICIDE II (30 m, 0.25 mm, 0.25 µm) and measured in timed-SRM mode with a triple quadrupole TSQ XLS mass spectrometer (QqQ, Thermo Fisher Scientific, Inc., Waltham, MA, USA). Limits of detection (LODs) were determined by analyzing fortified serum on a signal-to-noise (S/N) ratio of three. Quality control samples were generated using serum samples with 0.675 and 1.35 ng/mL pesticide standards. Quality control samples and blanks were analyzed in parallel with study samples in each batch.
Given the likelihood of multiple concurrent pesticide exposures, we created several composite exposure variables. As a preliminary step, we dichotomized exposure to each pesticide. Concentrations below the limit of detection (<LOD) were assigned a value of 0, and those ≥LOD were assigned a value of 1. To assess overall pesticide exposure, we summed these dichotomous variables to create two indices of exposure for each infant: total number of pesticides detected and total number of pesticides detected not including metabolites. Because certain classes of pesticides may have similar modes of action and shared target sites within the body, we also created composites by class, summing the total number of exposures for each of the following: insecticides, non-persistent insecticides (no OCs), OPs, PYRs, fungicides, and herbicides ( Figure 1 ). Individual pesticides were also analyzed as continuous variables when detection rates were ≥80% (values <LOD were replaced with LOD/√2) or dichotomous variables (detect/non-detect), when detection rates were 10%-79%.
Predictors
Demographic and other variables analyzed as possible predictors of pesticide exposure were determined by maternal interview at the infant's six-week follow-up visit. Household variables included: number of family members living in home, total number of people living in home, amount of living space in square meters, place of residence (rural/urban), and annual income (<30,000/30,000-49,999/50,000-99,999/≥100,000 Yuan). Parental characteristics included maternal and paternal age in years, education (middle school or less/high school or secondary school/college), and occupation (maternal: housewife/other; paternal: professional or administrator/manager/factory Individual pesticides were also analyzed as continuous variables when detection rates were ě80% (values <LOD were replaced with LOD/ ' 2) or dichotomous variables (detect/non-detect), when detection rates were 10%-79%.
Demographic and other variables analyzed as possible predictors of pesticide exposure were determined by maternal interview at the infant's six-week follow-up visit. Household variables included: number of family members living in home, total number of people living in home, amount of living space in square meters, place of residence (rural/urban), and annual income (<30,000/30,000-49,999/50,000-99,999/ě100,000 Yuan). Parental characteristics included maternal and paternal age in years, education (middle school or less/high school or secondary school/college), and occupation (maternal: housewife/other; paternal: professional or administrator/manager/factory worker/other). Date of birth was used to create a season of birth variable (March-May/June-September/October-December) as well as a month of birth variable. All of the variables described here were analyzed as possible predictors of pesticide exposure.
Statistical Analysis
Statistical analyses were conducted using SAS 9.3 (SAS Institute Inc., Cary, NC, USA). Descriptive statistics and frequencies for all variables of interest were examined. Percentile tables were created to determine the individual pesticide distributions within the sample. Generalized linear models (GLM) were used to assess relationships between predictors and composite pesticide variables, as well as individual pesticides or metabolites with detection rates ě80%. Logistic regression models were used to assess relations between predictors and individual pesticides or metabolites with detection rates 10%-79% (detected/non-detectable).
Results
Seventy-five of the 96 pesticides and metabolites analyzed were detectable in at least one cord blood sample. The number of pesticides detected for individuals in the study population ranged from 0 to 48 with a mean (standard deviation (SD)) of 15.3 (6.1) ( Figure 2 ). Excluding metabolites, the number of overall pesticides detected ranged from 0 to 41 with a mean (SD) of 12.5 (4.7). For total insecticides the range was 0 to 26 with a mean (SD) of 10.7 (3.7) ( Figure 2 ). The distributions of all detectable pesticides and their LODs are shown in Table 1 . LODs ranged but the majority were well below 1 ng/mL. Quality control analysis yielded coefficients of variation ranging from 5% to 34%.
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Statistical Analysis
Statistical analyses were conducted using SAS 9.3 (SAS Institute Inc., Cary, NC, USA). Descriptive statistics and frequencies for all variables of interest were examined. Percentile tables were created to determine the individual pesticide distributions within the sample. Generalized linear models (GLM) were used to assess relationships between predictors and composite pesticide variables, as well as individual pesticides or metabolites with detection rates ≥80%. Logistic regression models were used to assess relations between predictors and individual pesticides or metabolites with detection rates 10%-79% (detected/non-detectable).
Results
Seventy-five of the 96 pesticides and metabolites analyzed were detectable in at least one cord blood sample. The number of pesticides detected for individuals in the study population ranged from 0 to 48 with a mean (standard deviation (SD)) of 15.3 (6.1) ( Figure 2 ). Excluding metabolites, the number of overall pesticides detected ranged from 0 to 41 with a mean (SD) of 12.5 (4.7). For total insecticides the range was 0 to 26 with a mean (SD) of 10.7 (3.7) ( Figure 2 ). The distributions of all detectable pesticides and their LODs are shown in Table 1 . LODs ranged but the majority were well below 1 ng/mL. Quality control analysis yielded coefficients of variation ranging from 5% to 34%. PYR and OP insecticides were the most commonly detected pesticides, with mean (SD) detects of 4.5 (2.1) and 3.4 (1.7), respectively. Complete distributions of pesticide concentrations are shown in Table 1 . Propoxur, a CARB insecticide, was the most commonly detected pesticide, found in all but two of the cord blood samples. Three pesticides and one metabolite were detected in ě80% of the samples (naled, propoxur, aldrin, 3-phenoxybenzoic acid). Undetected pesticides (by class) included: OP-dicrotophos, dimethoate, formothion, phosphamidon, dimethylvinphos, methyl parathion, malathion, dichlorvos; CARB-bendiocarb; fungicide-pyrimethanil, vinclozolin; fungicide metabolite-pentachloroaniline; herbicide-dimethipin, monolinuron, clomazone, isocarbamide, propyzamide, terbacil, dimethenamid, metribuzin, alachlor.
Demographic information was available for 237 infants. Characteristics of the study population are presented in Table 2 . Two-thirds of the study population lived in a rural area. Around 40% of mothers and fathers had a middle school education or less. The most common maternal and paternal occupations were housewife and professional/administrative, respectively. Despite the majority living in a rural area, only 4% of families had at least one parent classified as a rural worker, which included farmers, forestry workers, fishermen, and animal caretakers. No infants were born during January or February since study enrollment did not occur around the Chinese New Year holiday. Infants born during the summer months of June to September had an average of 2.2 more pesticides detected in their cord blood than infants born between October and December (p = 0.01) ( Table 3 ). By month of birth, July was the strongest predictor of overall pesticide exposure (4.0 more pesticides detected, on average, than for December, p = 0.03). No other household, demographic, or parental characteristics appeared to influence overall pesticide exposure in our population (Table S1 ). Supplemental Table S1 . CI= confidence interval.
Analyses of individual classes of pesticides similarly revealed that infants born in the summer had a higher number of pesticides detected in their cord blood (Table 3) . Infants born between June and September had an average of 1.2 more insecticides, 0.4 more OPs, 0.7 more PYRs, and 0.2 more herbicides detected in their cord blood than infants born between October and December (p = 0.03, 0.09, 0.03, and 0.05, respectively). July was again the strongest predictor of insecticide exposure. Infants born in July had an average of 2.1 more insecticides, 1.5 more PYRs, and 0.7 more herbicides detected in their cord blood than infants born in December (p = 0.04, 0.02, and 0.004, respectively). There were also higher numbers of fungicides found in the cord blood of infants born in the spring, and the months of April, June, and October.
Significant predictors of highly detected (>50% detection) individual pesticides are shown in Table 4 . Key findings are summarized here. On average, 3-phenoxybenzoic acid concentrations increased by 1.3 ng/mL for every year's increase in maternal age (p = 0.05). Women who were not housewives had lower odds of detectable methamidophos, compared to housewives. Odds of detecting prothiophos were significantly higher in the spring, while the odds of detecting trans-permethrin, and trichlorfon were significantly higher in the summer, when compared to fall/winter. Naled concentrations were also significantly higher in the summer, while propoxur and 3-phenoxybenzoic acid concentrations were significantly lower in the spring, compared to the fall/winter. Additional significant findings for pesticides with lower detection rates (10%-50%) can be found in Table S2 . Table 4 . Significant results of generalized linear models for individual pesticides with ě80% detection rate and logistic regression models for pesticides with detection rates of 50%-80%, analyzing household, parental, and seasonal characteristics as predictors of exposure.
Continuous Pesticide Results
Dichotomous Pesticide Results
Predictor (Referent) Effect estimate (95% CI) 1 OR (95% CI) 2
Maternal age 3-Phenoxybenzoic Acid: 1.20 (0.05-2.34) * Maternal occupation (Housewife) 1 = *** p < 0.001, ** p < 0.01, * p < 0.05, † p < 0.10; 2 = Modeled the probability that pesticide <LOD, so a value <1 means higher odds of detection, while a value >1 means lower odds of detection. CI= confidence interval. Additional results can be found in Supplemental Table S2 .
Discussion
We found evidence of prenatal exposure to 75 pesticides or pesticide metabolites in a cohort of Chinese newborns in Zhejiang Province. Neonates, on average, had detectable levels of 15 pesticides in their cord blood. Season of birth, specifically summer, was the strongest predictor of increased number of pesticides detected in cord blood. Infants born in July had a significantly greater incidence of cord pesticides than infants born in December. Similar trends were observed for individual classes of insecticides.
Until now, no study of this scope has been completed in China or elsewhere. A few relevant studies in the U.S. have measured 14-29 pesticides in all classes in cord blood [19] [20] [21] . Previous Chinese studies using cord blood analyzed a limited number of pesticides within a single class, reporting levels of 6-18 OC insecticides [10, [12] [13] [14] . Only our own pilot study reported cord blood levels for mixed classes (OPs, CARBs, herbicides, and fungicides) [11] . Chinese studies of other common classes of insecticides, such as OPs and PYRs, have used maternal non-specific urinary metabolites during pregnancy as biomarkers of prenatal exposure [4, 15, 16] .
Of the pesticides measured in the present study, 29 were measured in previous U.S. [19] [20] [21] or Chinese studies [10] [11] [12] [13] [14] . Table 5 compares the high ends of the exposure distributions across the studies. In general, the 90th percentile concentrations in the Chinese studies are several orders of magnitude higher than the maximums reported in the U.S. studies. For example, for cis-permethrin, a common pyrethroid insecticide, the 90th percentile for the current study was 28.32 ng/mL, while the comparable U.S. values were 0.001-0.010 ng/mL [19] [20] [21] . The pattern was similar for all pyrethroids, as well as many other pesticides. Thus, it appears that some infants in our study population were prenatally exposed to very high levels or pesticides compared to U.S. infants. However, we did not detect exposure to certain pesticides reported in U.S. or other Chinese studies. These included dichlorvos, malathion, methyl parathion, bendiocarb, vinclozilin, and alachlor. Dichlorvos and bendiocarb have never been measured in China before and may not be used there, or perhaps our methods were not sufficiently sensitive to detect them. Malathion, methyl parathion, vinclozilin, and alachlor were previously detected in our pilot work [11] . It is unclear why they were not detected with updated analytical methods. Table 5 . Comparison of cord blood serum or plasma samples from the current study and previously published studies in the U.S. and China (ng/mL).
Pesticide
Current Study 1 U.S. Studies 2 Chinese Studies 1
Organophosphates (OP)
Chlorpyrifos 3.85 0.014 [19] ; 0.002 [20] ; 0.065 [21] * 0.17 [11] Diazinon 0.38 max ND [19] ; 0.003 [20] ; 0.013 [21] * 0.27 [11] Dichlorvos ND 0.005 [21] [21] data was estimated by converting from pg/g plasma to ng/mL by multiplying by 1.03/1000 (weight of plasma is 1.03 g/mL; there are 1000 pg per ng). [14] , [10] , and [12] -data was estimated by converting from ng/g lipid to ng/mL (non-lipid adjusted) by multiplying by 6.84/1000 (calculated average of lipid concentration as 6.84 g lipid/L**; there are 1000 ml per L). ** Reported levels of triglyceride (TG) = 3.02 mmol/L and cholesterol, LDL = 3.07 mmol/L and HDL = 1.76 mmol/L in Hangzhou infant cord blood [22] . We converted these values to mg/dl and determined total lipids using the equation: total lipid (g/L) = 0.9 + 1.3(chol (g/L) + TG (g/L)) [10, 23] . Using this equation, we estimated the total lipid concentration in Chinese infants to be 6.84 g lipid/L.
Several prior studies also analyzed demographic characteristics as predictors of OC or PYR exposure in China. An exposure assessment of OCs in women of childbearing age reported lower OC levels in women with higher income and education [24] , while a study of OCs in cord blood found the opposite [13] . Two studies of PYR exposure in pregnant women found that maternal education was inversely related to PYR, with PYR urinary metabolites decreasing with higher education level [15, 16] . Positive associations between PYR metabolites and work as a manual laborer were reported for both studies [15, 16] and with being a housewife in one study [16] . In contrast, we did not observe any significant associations between overall cord pesticide levels, OC, or PYR exposure and either income or maternal education. The number of fungicides detected was slightly lower in infants whose fathers had a secondary school versus college education, but this may be a chance finding. There were no noticeable trends of pesticide exposure by category of parental occupation, though non-housewives were slightly less exposed overall to OPs and had lower odds of detection for methamidophos. However, we had to rely on relatively broad, non-specific occupation categories and a dichotomous exposure metric (detect/non-detect). Finally, we did not find higher exposure in rural versus urban areas, in contrast to a previous study of PYR exposure [15] . No previous studies analyzed predictors of OP, CARB, herbicide, or fungicide prenatal exposure in China.
Season of birth is a relatively unexplored predictor of prenatal pesticide exposure in China. One previous study reported higher levels of PYR urinary metabolites in pregnant women in June through September [16] , and pesticide poisonings are most commonly reported in August and September in Zhejiang province, which coincides with the farming season [25] . In our study, season of birth was the strongest and most consistent predictor of cord pesticides. The total number of pesticides detected, the total insecticides, and the total OPs, PYRs, and fungicides detected were all higher in the cord blood of infants born in the summer months of June to September, compared to those born between October and December. Findings for individual pesticides also varied significantly by season and specific month. Although we were unable to find any data on seasonal or monthly pesticide usage in China, it seems likely that these levels correlate with typical time of pesticide applications both agriculturally and residentially.
There were some additional limitations to this work. Because we measured a large number of pesticides with widely varying properties, the methods were not fully optimized for certain pesticides or classes of pesticides. This likely resulted in higher detection limits for some pesticides, compared to a more targeted approach. We were also unable to quantify exposure to some common pesticides and metabolites of interest, due to limitations in optimizing this high-throughput methodology to all chemicals of interest. Generally speaking, analysis of pesticides in blood can result in a high frequency of non-detection, since pesticide levels in blood tend to be low, particularly for non-persistent pesticides that are rapidly metabolized [26] . While our optimized GC-MS/MS methods helped to minimize this concern, we still had many cases of non-detection, limiting our ability to analyze pesticides on an individual basis, and necessitating the use of crude measures of exposure, such as number of detects by pesticide class. This approach is limited because it may not reflect the dose or level of exposure. Additionally, funding for pesticide analyses was not received until a year after cord blood collection was completed. Pesticides are biologically reactive and may break down over time [26, 27] , although our blood collection and storage protocols were carefully designed to minimize these effects. Similarly, most of the pesticides measured here, with the exception of OC insecticides, were non-persistent. With only one measure of exposure, we were unable to address the temporal variability of exposure during pregnancy. Another limitation is that we did not have data on lipid levels to adjust OC insecticide concentrations, as is the standard. Furthermore, because this was not originally designed as an environmental exposure study, we did not have information about residential pesticide use, maternal diet during pregnancy, and proximity to agriculture, which would have made this study more robust. Infants were not enrolled during the Chinese New Year holiday season (January-February), which limits our data on prenatal pesticide exposures during those winter months. Finally, the pesticide levels reported here for our infants from Zhejiang Province may not be representative of newborns elsewhere in China.
Despite its limitations, this study has important strengths. To our knowledge, it is the largest and most comprehensive exposure assessment of prenatal pesticide exposure anywhere in the world to date. The use of umbilical cord blood, as opposed to non-specific urinary metabolites, provides unequivocal evidence of fetal exposure [26, 27] and may be more likely to reflect the available dose, since the measured dose was not yet eliminated from the infant's body [28] . These considerations are relevant for assessing and managing risk. Our analysis of predictors of prenatal exposure is more comprehensive than in previous Chinese studies. Our findings that associations between season of birth and exposure were more striking for overall pesticide exposure than for individual pesticides provide an important first step in highlighting the importance of considering exposures to mixtures of chemicals, rather than focusing solely on individual agents or classes.
Conclusions
In conclusion, we reported pesticide exposure profiles in cord blood for 336 Chinese infants. Seventy-five of 96 possible pesticides/metabolites were detected in at least one sample. On average, the infants had 15 pesticides detected in their cord blood samples, with some having as many as 48. Infants born in the summer months, especially in July, had greater numbers of detected pesticides in their cord blood, compared to infants born in the winter. Levels for many of the pesticides measured here, and particularly the pyrethroid insecticides, were orders of magnitude higher than those reported in cord blood in U.S. studies. Prenatal pesticide exposure is a concern, because the fetal brain is rapidly developing in utero and pesticide exposure during this period of critical development may have long-lasting effects on neurodevelopment. Many of the pesticides included in this analysis are proven or suspected developmental toxicants and future work in this cohort will seek to further elucidate the relationships between prenatal pesticide exposure and infant neurodvelopment. Although Chinese infants may be some of the most highly exposed in the world, due to high rates of pesticide use in Chinese agriculture, the pesticides targeted in this study are used worldwide.
